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MOLECULAR BIOLOGY/BIOCHEMISTRY 



rantcln. we have determined the ctHtijilctc sequence* nt il« rm«j*c (1> mid rot HKCM 
ending regions. KurjinMngly. the overall *trut*i achl McruHy h only 58% between 
human end both rodent genet while die ret and mouie gene product* «c 81 V* k)ctriit>l. 
A.% expected, tlie KINO finger tmitlf near tbe amino tct minus is e«entially identical 
between the human and rodent IlUCAl proteins. Likewise, a pair vf putative nuclear 
Ifiealization sigruU (iai codoni 496 V)2 & 599-610) li.vc been conseived pnrfeetly. 
At with human and mouse, tlie rat protein carries a large net negative charge, including 
■ nation (COdOlU 1 301 -I J47) with 16 eefclic tcvklim ami mil* Ctie l»asJc amlnti add. A 
COOU terminal domain with helical character tut codoni 13*2 THO) u well con- 
served (VI and 70% identity to mouse and human, rexncxliveiy). Ikuxt of eight hum in 
miiseosc mutation altea one clustered in this region. A putative tyrosine itliOspduryUttoa 
the* conserved Bitiong all three Specie*. It located between dte addic and contrived 
carboxyi donalm (rat codom 1509-1517). Finally, the fc^irectluruil nature of the 
BRGAI pnmaoier regkm, first identified tn human*, has heva conserved In the mouse 
and rat genet. Progress to defining transcriptional control elements Chat regulate BRCA 1 
expression will be desoribed- 



#351 9 Tuesday, April 23, 1996, b*:00-12:00. Poster Section 6 

Suppression subtract! ve hybrldrxatlnn: A dcw method tor cDNA subtraction of 
differentially expressed genes. Matt, M.V.\ Waidictiko. 1*. Oicnchix, A. ? . 
Moqadam, I 1 . 7 , Huang. B.". Sicbwt, PJX 1 , Lav, Y-I-Xl\ Campbell, A.*. LuUawv, S. 1 
'Sk^tnyakin Institute of Bloortaniv Chemistry. Mmcrm; Russia. *C//AvV£Cf/f 
tarie*. /«r.» rah Alto. CA. 9430), and 'University aj California, Francisco, CA, 
A new and highly effective method, termed Supraessioa Subtract! vc Hybridiyjtlun 
($5iH). his been developed for cONA auhtraction of differentially "pressed gene*, 
including the general inn of subtracted cUNA libraries- " « lased primarily on a recently 
described technique) called suppression HCR and combines normaliaativn and subtrac- 
tion in a single procedure. The nonrwlixailon step equuli/c t the abundance of cDNA* 
within the target population eon" the subtraction step exclude* the common sequences 
between tlie target and driver population*. In a model s-ystam, the SSI I tcclnmjuc 
enriched ftir rare sequence* uvci 1.000 foM in one round of *ubuactive hybridisation. 
We demonstrate its 9v*rul»ea* by generating a testit-tpecific cDNA library and by using 
the suhu acted cDNA nri autre as a hybridisation probe to identify homologous se- 
quence* in a human V eluomosome mis mid library. The human DNA tiwerts In the 
hoisted cocmids wttc further coo tinned to be e*pr««*ed In a te*tiK.K|Nxifie manner. 
Tliese results suggcai that the SSM technique is epplicaUe to many molecular gcoctfo 
«nd positional eltming studies fur the Identlflctthin of disease, develtv.nncntal. cancer- 
i elated or other differentially eaprcxtod genes. 



#3520 Wednesday. April 24, 1906, 1;00 5:tX>, Poster Section 1 1 

Molecular genetic differences of differentiatloa In an Ara-C induced rliabdoravo- 
Mrcoma ceU Hoc. Crouch, O. Kecsier **W. Or, KcexUr ArB. MS 

fUiabcUniiyc^areomn (RMS) is the m«n common soft Ht*ue tarcoms in children. 
These malignancies mn Utoughl Co arise from myoblaKU aircsicd along the noons) 
pathway of differentlatiun. We have previously reported tlist RD. a human eniUyonal 
KMS cell line, displays a more differentiated phenotyne following treatmcm widi 0.5 
tnlcrwiiolar (uM) cytarahlne arabiposuk (Ara-C), In fact. kL> cc4U treuinf whh Ar*-C 
exprcat Increased amounts of actin and myosin by ImmuncWtftrftttiiittry, ^orm 
multinucleated giant cells by electron microscopy, have marked growth InltibiUon, and 
are less tumurigenic in nude mi«*. Ara-C Is known tn induce metbylstion chsnger in 
genomic DNA. This It one mechanism by wmcb genctie expression U conuollcd. Wr 
performed te«lrlction enzyme digests of PNA from Ara-C treiiicd and untreated Kt) 
cells with mcthytatlon sensitive enzymes Hpa H a«J Msp I. Southern hlot analysis vMn P 
K32HATP labelod alpha-acUn promoter oligutncr probe or the« digested DNA* 
sbvwcd a difference in the mcthylaiitm pattern of the Kl> genome. In order in investigate 
if these DNA changes were associated with altered gene expression, wc analyzed thr. 
metscnger RNA (tnKNA) by ttirrcrentiaJ display tedmtques. Tb»» nicdiod Involved 
icverxc transcription Of the mRNAf obtsincd from Ara-C trcaied and unireatcd RD cclU 
wiih oligo-dT primers, followed by polymcrafe chain reaction <PCK) in die presence of 
s second 10-otei. The amplified cDNA product was then vlwali/ed on a 6% polyaayi- 
amide sequencing gel. The altl«-by-slde compariton of mRNA intfii Aro-C trebled »nJ 
Bntreated KD ccllt idcptiHed differences In the expressiw of gcrw* between the two 
group* of cclli. The identtfieation and turdicr ebarocteriy:aiion of these utircrencci in 
gene cxpneucion is In procc**. 



#3521 Tueiday, April 23, IWCi, 1 :00 - 5:00, Pouter Section 7 

Tissue cxprrsslon of the von IfippcM Jndau protdtu M. Los, O.lt. m.jbu.n. o.H. 
lansen, W.O- Kaclln Jr», and Kh. Vocst. VnimrMiiy Uospiwl Uiftehu Vte Ncilwrlwuli, 
onrf *Pann Farhrt Canter institute, Boston* Ma. 

Von Hip|ic1-IJndau <*!!>•) disease is an sutnsnnial iktminant inberiml disord\.v, 
ctiaractcrircd by extensive vaxcolarized tumnn stuj cy*u \n ipeeine llic vHl. 

protein was recently shown to regulate transcriptliw eJongau'on by RNA pulyniersxe II. 
To study the litxue cxprcHUai of tlie vHL gene a panel of ikhoxsI ds«t«« wjii. mtttly^cd. 
Baffin emhrdiled tissue scctitau were Ineobated with ■ nHinoclonsl nnlUtody against 
vHl. protein. Specific stoining was observed in the cerebrum (the mwinsl and cxicmsl 
pyiuiiidHl layer), ccrehclluiti (fVrkinje and Oolgi celK), and the. myenteric and tubmu- 
fous plexus Of tlie colon. Abundant ttxlning WOT alio observed in both cndncrine and 
"ocrinc pancreas, aoicnal tirsve. renal lubuli, liver |iarenchynte. bile di*rt epiihriumi 
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■i Ml eolonk crypt*. Thr cellular di&lrit>ut»Mi it* vlIL ptodwt wm cooTukhJ to the 
cytoplstm. I lean, lung^, smooth muscle «JI* and endothelium had no deteettfhk: 
exprcssiiMi. Jhtttie finttin^t dcnwinxtrate Xh*i vlll* cxprcfsion not tMtly U prc-scnt In the 
vHL target Orgasm but also in wgann nut cratiidcred at rixt U* manircsUriicmt: of the 
difcCtux-. 



3522 Tuesday. April 23, lOOrt, l.OO S.<K>. Kckimi 20 

f>D3i a new prostate sj>eelflc marker, ovtrcxprvstcd la prostatic tumors. 
HUiscmaktrx, MJ.O.. Vm Istikboven. A.. Ru. N Isonrs W.H.*. Utotogv Re 
frpnk Laboratory. University rfmpltal Nytnegrn, The Nethrrlumli. * Brady 
Itrotttgicat !t\Uit*tr, Johns tfttpklms HuiphaK tiaUinwrr. A/// 

In oider to identify genes dincreniially expressed during prostate carra develop- 
ment, we applied Uie tcrhttiqw of diffcceatial dixptay analysis tuing tnKNA from 
normal, benign hyperpbuaic and tumor nmxtatir tissue from tlie same pottcnU- Wc tlms 
idemined DD3, which on Northem bkit detects two trxmciipts thai at« apcclfieally 
expressed la human prostatic tumors. Nucleotide sequence anxlysii of did not 
icveal an open reading frame new did we find homnlogy with any fcmtwn gene. Isolation 
uf addJtiomii DOWIated cf)N A and genomic rkmca allowed an Inliua doi Mticriiatipn 
of the transcription unit of IMXI and revealed that alternative apficing may occur. Using 
the DP3- related genomic cbioei as probes, wc were able to map l)i>3 to chmnwun^ 
9q21-22, a region which hai been shown m be amplified in » uutnber of prmtatic 
tumorx. KY-l'Ck onalyns alaHred that DI>3 cMiaeasion U very pniKtsic specific since mt 
DD3-related product could be amplified in normal human artery, breast, bladder, cone*, 
hcort, kidney, liver, lung, muscle, pancrrns. nemins) vesicles, skio. H+ccn or testis. Also 
in the human prosit le cancel cell lines LiNCaP. DuM5. P^ and TSU. no Dl>3 
uanscriptK c<w1d he detected. We are currently InvcMigating whettirt we can use 
KT-PCR analysix of DD3 to tM»ci prostate cancer cells in the peri(vicral blood of 
patients with tneta%utic disease, rvrthermoro. we will iry to gain Insight in tU: function 
of 1)1)3 and itc role In pitntxtc enncer development. 



#3523 Monday. April 22. 1996. IKX) 5.-Q0, Poster Section 16 

Induction and cellular location or aldose reductase and an aldose rrducuse-llke 
gene In human primary IWer curicer*. Cao. D. U, I in. X. F. U, I^tn, S. Chung, 
S. K. and Chung, &. M. S. InrtituiP tf Molecular QioU*M <*ad * Department to* Surgery, 
thr University **fHtm$ Kong. * .Wwo* Road, iltmx Ktmg. 

We itudied 9 human liver cancers and tltat 2 of them esptexsed die aldose 
rcducUvc (Ak) gene, 2 exptctsed an aldose mlueta.v^-tike gene (Allien, 1 expresuwt 
both AR aiwl AkL-1. We cloned and sequenced AkUl cDNA and fiamd that tl encode* 
a protein of 316 amino acids wfib a 70.6% of U* cequcnec Identical tu thut of AR. The 
function of AKl^l is not kmvwn yet. but Its homnlugy to AK and lite conservation of 
key amino avid* suggest that its activities may be similar to that of AM- It fa, not clear 
if AR and AR1-1 are required for the growth of the canixtv that expressed ttwae genes, 
but their diffcrcotuil mprc«ioo in liver cancers may point to the different cellular 
origin, cm different singes of developnient uf tliese cancers. This is being Invest tgnicd by 
in situ hybridization l» detcrmioe the cellular location of umtxeripts of these genes. 



#3524 Sunday, April 21, 1996. 1:00 -5:0(1. Piwter Section 3 

iKoUtlon and charactertxatlon of Ox human Nl'M gtne. Chan. P K.. f.-han. F Y., 
Ung, XJU Morris. S.W.* ami Uu, Q.R. Baylor delete of MeeUrUte. Houston, 7X 
?7WUatui *£t. Jude Cttttdnn-M *«. Hospital. Mcmpltls. TN. SHfOt. 

NPM (nuClconhosntin71l23) is a major nucleolar protein whkb it 20 limes mure 
abundant in tumor or proliferaiing cells than in normal resting cells. The putative 
function of NKM is nliosomc assembly and transpitrt* Tl*e t{S J2) chrwnosome trsnslo- 
cation resolts noni fusion of the V region of the NPM gene to the 3' rvfilon of an 
ansplattic lymnhtirna kinase (Al-K) gene. To study the human NPM gene structure and 
expression, wc Isolated and characterised genomic cbaica fiom a hvnvn cfa-omosonv. 
5 library using a Nt*M cDNA probe Ilia total length of the Nl'M gene Is over 2Xkl> with 
J I exon» «>f sites ranging fnnrt 58 to 35 8 bp- The cson/mlron junr(«« M were identical 
to those of tfic rai NPM pmr, niggetting NPM coding sequences ant conceived. Intron 
#4, wlicre t(S;2) tntn«K«atlon occurs, ciniutnt 2 AIu aral T-ilch sequences. The 
inflation site is locpted at 9(ibp upstresm to Use- ATG site a« (letutrmned by the primer 
exteiiMon method. IbC promoter rcgktn hat a well defined TATA box (at -23) S»d a 
GC bo» (si - 65). A gnmp of cl^cfcrocnu (U»l*- 1 . ZkH- 1 , UCR cOrr, HIA-P and lis vl«*; 
related to viral gene rxprettion were identified at - 250 to • 470- (Sup|**tcd by NIH 
CA 4747b.) 



#3525 Monday. April 22, 1996, 1:00- 5:00, Pncier Seciion 14 

Early overcvprcsslon of ryclln D I In rat esophagus earcinogvnesls. Y outset. ILM-. 
Tokmti, N.. Morithima. Y.. llasunui. T„ Oani. S.. Higashlno. Kuioshita, II.. 
Fukushrnu. S. / IVyV. «/ 2 Dept. ofBku h. A 2 Dept. //5*urg.. </wlo City (/inY. 
Mfd. .Vcn.. Orika $45. Japan. 

Ovcrexpictiion of cyclin l>l hbs been reported ftvm a number of invcMisations on 
h\im:m esophageal can'iniuiis». 'the aim of the present ttudy was to p-\s<*» Uic cxprcfc- 
litm cyclin Dl in a fr'tup urcaoohageel twnuav induced by nitnKomcthylbenr.ylaminc 
(NMBA) in »ti. Samples for immtmiOiittoehcnuttry were Wnained from thirty ra" with 
*w:t|jl»*gcflt ruttrfat induced by i.e. injeeiinnt. five times/week of 1.0 mg/kg NMhA for 



Piocoedlnps of the American Association for Cancer Research • Voluma 37 • Marcl'* 1996 



5li> 



BEST AVAILABLE COPY 



•t: ^^■ M^ sj u isssa, 




. • - U v >;i\TC 



